SUPPLEMENTARY MATERIAL
pLW003 [yhdG::spoIIP E359A , spoIID E88A (spec) ] was generated by site-directed mutagenesis using oligonucleotide primers oDR0821 and oDR0734 and pKM399 plasmid DNA.
pCR009 [ycgO::P spoIIQ -optRBS-gfp-spoIIQ R208A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0029 and plasmid pKM392.
pCR010 [ycgO::P spoIIQ -optRBS-gfp-spoIIQ S164A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0030 and plasmid pKM392.
pCR011 [ycgO::P spoIIQ -optRBS-gfp-spoIIQ V166A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0031 and plasmid pKM392.
pCR015 [ycgO::P spoIIQ -optRBS-gfp-spoIIQ E206A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0033 and plasmid pKM392.
pCR016 [ycgO::P spoIIQ -optRBS-gfp-spoIIQ D123A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0034 and plasmid pKM392.
pCR017 [ycgO::P spoIIQ -optRBS-gfp-spoIIQ S119A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0035 and plasmid pKM392.
pCR018 [ycgO::P spoIIQ -optRBS-gfp-spoIIQ E156A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0036 and plasmid pKM392.
pCR019 [ycgO::P spoIIQ-optRBS-gfp-spoIIQ Q168A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0037 and plasmid pCR020 [ycgO::P spoIIQ -optRBS-gfp-spoIIQ H202A (kan) ] was generated by sitedirected mutagenesis using oligonucleotide primer oCR0032 and plasmid pKM392.
pCR026 [ycgO::P spoIID -mYpet-spoIID (spec)] was generated in two-way ligation with an EcoRI-BamHI isothermal assembly product (Gibson, 2011) 
Protein purification
His-SpoIID, His-SpoIIP and His-SpoIIQ were purified as described previously (Morlot et al., 2010) . Purified His-EnvC 35-419 was a gift from T. Uehara and T.
Bernhardt.
GFP-SpoIIQ ECD , GFP-SpoIIQ ECD(H202A H204A) , and GFP-EnvC 35-419 fusion proteins were expressed in E. coli BL21(DE3), as His-SUMO tagged proteins (Bendezu et al., 2009) following the procedure described in Uehara et al., 2010 . All purification steps were carried out at 4°C. Cells were grown in 1 L LB supplemented with ampicillin (50 mg/mL) and 0.04% glucose at 37°C to an OD600 of 0.6. Protein overproduction was induced by the addition of IPTG to 1 mM. The cells were harvested (after 2.5 h) by centrifugation and resuspended in 12 ml of buffer A (50 mM Tris-HCl at pH 8, 300 mM NaCl, 20 mM imidazole, 10% glycerol). The cells were lysed by two passages through a French pressure cell.
A soluble fraction was prepared by a 100,000Xg spin and was loaded on a 5-mL HisPur Ni-NTA spin column (Thermo Scientific) equilibrated with buffer A. Bound protein was washed with buffer B (20 mM Tris-HCl at pH 8, 300 mM NaCl, 50 mM imidazole, 10% glycerol) and eluted in buffer C (20 mM Tris-HCl at pH 8, 300
mM NaCl, 300 mM imidazole, 10% glycerol). Elution fractions were dialyzed overnight in buffer D (20 mM Tris-HCl at pH 8, 300 mM NaCl, 10% glycerol) using a Slide-A-Lyzer cassette (7-kDA cutoff, Thermo Scientific). The SUMO protease, UlpI, was added prior to dialysis. The dialyzed material was passed through HisPur Ni-NTA spin columns to remove free His-SUMO and His-UlpI Sporulating cells (100 mL) were harvested at hour 2 after transfer to resuspension medium and prepared as above.
Preparation of E. coli sacculi
Sacculi were prepared from strain TU163 [∆lpp] as described by Uehara et al. (Uehara et al., 2009 ).
Peptidoglycan pull-down assay
The extracellular domains of purified proteins were incubated separately with (+PG) and without (-PG) sacculi from B. subtilis (saculi of vegetatively-growing or sporulating cells) or E. coli in a 100 µL reaction mix. The reaction mix contained 4 µM of purified protein and 10 µl of purified sacculi. When sacculi was absent, an identical amount of 1XPBS buffer was added. Reactions were incubated for 30 min at 37°C. All reactions were then centrifuged at 13000g for 5 min to pellet the sacculi, after which 90 µL of supernatant was carefully removed and kept aside.
This procedure was performed even in the sample that did not contain sacculi. at 13000 g for 5 min, and the pellet was used in the pull-down assay described above.
Visualization of purified GFP-tagged proteins on sacculi
For the visualization of GFP proteins on purified sacculi, 4 µM of protein was incubated with 1 µL of purified saculli in a final volume of 10 µL 1XPBS at room temperature for 15 min. The sample was then centrifuged at 13000g for 5 min, 5 µL of supernatant were removed and an equal volume of 1XPBS was added to the remaining 5 µL; the mixture was mixed and the above repeated three times to remove unbound protein. 5 µL of the washed sample were applied to poly Llysine-coated slides and imaged as described in the Materials and Methods. Schematic representations of mCherry-SpoIIQ (red), GFP-SpoIID (green) and membranes (blue) are shown below. Scale bar is 2 µm. We note that mCherrySpoIIQ localization is slightly delayed compared to GFP-SpoIIQ. We attribute this lag to the maturation time of the mCherry compared to GFP (Cormack et al., 1996 , Shaner et al., 2005 , Merzlyak et al., 2007 . ( 
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